GENERAL COMMENTS
In the Putative mechanisms Underlying Myocardial infarction onset and Emotions (PUME) study Ensari et al aim to elucidate the pathophysiological mechanisms underlying the link between the acute experience of negative emotions and CVD risk via several biological and physiological endothelial function assays. The concept and design are well described. The methods combine micro and macro analysis which is a strength. As stated in their limitations, subject with known CVD will not be included and they might the most important population in such a study since a endothelial dysfunction background might be the link between emotional stress and acute CVD. Yet the PUME-FIT part might enlighten the benefits of healthier population over another. Overall randomized-controlled studies are indeed needed to shed light on the role of EPC and EMP in acute phases of CVD.
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GENERAL COMMENTS
Thank you for inviting me to referee this manuscript. This study is a protocol that consists of two parts. One part was about acute effects of provoked negative emotion on endothelial function and the other part was about the effects of habitual physical activity levels on improvement of negative emotion on endothelial function. Scientifically, this manuscript was good. My only concern about this manuscript is about selecting samples. According to many exclusion criteria of this manuscript, attaining to this sample size is not easy. The important point is that generalizability is reduced. For example, using OTC medicines, smoking or traditional risk factors has high prevalence in the community. Authors should precisely consider selection bias.
VERSION 1 -AUTHOR RESPONSE
Editor's comments:
1.Please include the study design in the title.
We have now revised the title of our manuscript to include the study design (i.e., randomized controlled design) to:
"Putative mechanisms Underlying Myocardial infarction onset and Emotions (PUME): a randomized controlled study protocol" 2. Please update the registry record, as it indicates that the study finished in May 2017 and is completed.
As per our email correspondence dated January 26th, 2018 to the editor, we have updated the registry record to "active, not recruiting".
Reviewer(s)' Comments to Author:
Reviewer #1 comments: 1. In the Putative mechanisms Underlying Myocardial infarction onset and Emotions (PUME) study Ensari et al aim to elucidate the pathophysiological mechanisms underlying the link between the acute experience of negative emotions and CVD risk via several biological and physiological endothelial function assays. The concept and design are well described. The methods combine micro and macro analysis which is a strength. As stated in their limitations, subject with known CVD will not be included and they might the most important population in such a study since a endothelial dysfunction background might be the link between emotional stress and acute CVD. Yet the PUME-FIT part might enlighten the benefits of healthier population over another. Overall randomizedcontrolled studies are indeed needed to shed light on the role of EPC and EMP in acute phases of CVD.
To address the reviewer's comments, we have now expanded the limitations in the Discussion section (first paragraph of page 22 of the revised manuscript) to address this issue:
"Participants are apparently healthy individuals without prevalent CVD or CVD risk factors, thereby potentially limiting the study's generalizability. Participants with prevalent CVD or CVD risk factors are excluded given that the study purpose is to examine the mechanisms underlying incident CVD risk. Further, the inclusion of participants with prevalent CVD or CVD risk factors, which are themselves associated with a substantial impairment in endothelial function,95, 96 might obscure the adverse effects of negative emotions on endothelial function. The study also excludes participants taking any medications due to their possible effects on endothelial function. Whether the study findings can be extended to those with prevalent CVD, CVD risk factors and/or taking medications remains unknown."
Reviewer #2 comments:
1. Thank you for inviting me to referee this manuscript. This study is a protocol that consists of two parts. One part was about acute effects of provoked negative emotion on endothelial function and the other part was about the effects of habitual physical activity levels on improvement of negative emotion on endothelial function. Scientifically, this manuscript was good. My only concern about this manuscript is about selecting samples. According to many exclusion criteria of this manuscript, attaining to this sample size is not easy. The important point is that generalizability is reduced. For example, using OTC medicines, smoking or traditional risk factors has high prevalence in the community. Authors should precisely consider selection bias.
Please see our response to Reviewer 1's comments above. The important issue of generalizability is now described in the revised manuscript (see text above). The study excludes participants with prevalent CVD or CVD risk factors given that the study purpose is to examine the processes underlying incident CVD risk. Further, the inclusion of participants with prevalent CVD or CVD risk factors, which are themselves associated with a substantial impairment in endothelial function, might obscure the adverse effects of negative emotions on endothelial function. We also excluded participants taking any medications including over-the counter drugs and herbal medications due to their possible effects on endothelial function.
